such as ATP and ions. Cx43 and Cx30 are the major astrocytic connexins. Protein kinase C (PKC) 23 regulates Cx43 in its cell-cell gap junction configuration and may also act to keep Cx43 24 hemichannels closed. In contrast, the regulation of Cx30 hemichannels by PKC is unexplored. To 25 determine phosphorylation-dependent regulation of Cx30 and Cx43 hemichannels, these were 26 heterologously expressed in Xenopus laevis oocytes and opened with divalent cation-free solution.
27
Inhibition of PKC activity did not affect hemichannel opening of either connexin. PKC activation 28 had no effect on Cx43-mediated hemichannel activity whereas both dye uptake and current through 29 Cx30 hemichannels were reduced. We detected no PKC-induced connexin internalization from the 
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85
In vitro transcription Instruments, CA, USA). Currents were low pass-filtered at 500 Hz and sampled at 2 kHz. I/V 129 curves were obtained from the steady-state current levels and recorded, before and after 60 sec 
137
Briefly, to obtain the pure plasma membrane fraction, the oocyte vitelline envelope was partly We, accordingly, exposed the oocytes to ethidium in the presence (control) or absence (DCFS) of 180 divalent cations (Fig. 1A white bars) . Removal of divalent cations significantly increased ethidium 181 uptake in Cx30-expressing oocytes (~4.7 fold from 108±22 a.u. to 506±164 a.u, n=5, P<0.001) and
182
Cx43-expressing oocytes (~3.3 fold from 114±32 a.u. to 378±113 a.u., n=5, P<0.05). In contrast, 183 divalent cation removal had no effect in uninjected oocytes (from 68±13 a.u. to 62±17 a.u., n=6, Cx43-mediated dye uptake was not affected by PKC-inhibition in the oocyte expression system.
232
Effect of PKC activation on hemichannel-mediated dye uptake 233 The lack of effect of PKC inhibitors on the hemichannel-mediated dye uptake might be due increase in ethidium uptake was observed in the uninjected oocytes (Fig 5B) which, however, is not 298 of a magnitude where it would interfere with the results obtained with the mutant constructs.
299
To remove several putative PKC phosphorylation sites in combination, we generated C- Xenopus oocytes, however, failed to provide DCFS-induced ethidium uptake (Fig. 5C hemichannel activity using inhibitors and activators of PKC (Fig. 1,2 
370
In an attempt to identify a putative PKC phosphorylation site in Cx30, we replaced the terminal PKC phosphorylation sites could thus not be evaluated by this experimental strategy. holding potential of -50 mV in oocytes exposed to control solution (top panels) followed by DCFS activity. The Cx43-S368 residue was mutated to alanine (Cx43-S368A) or aspartate (Cx43-S368D).
644
Ethidium uptake was quantified after one hour in control solution or DCFS. 
